OBJECTIVES: Urinary tract infection (UTI) is a frequent disorder and depends on age and gender. Ineffective empiric treatment of UTI is common when associated with extended-spectrum beta-lactamase (ESBL)-producing Escherichia coli and Klebsiella pneumoniae. The aim of the study was to investigate the prevalence of Gram-negative uropathogens of E. coli and K. pneumoniae in different age groups along with the identification of ESBL-producing uropathogens and antimicrobial susceptibility profiles.
Introduction
I t is very critical to isolate the specific p a t h o g e n , e s p e c i a l l y i n c a s e o f life-threatening infections. It becomes more difficult when antimicrobial therapy is chosen based on the clinical investigation without knowing the etiology of the agents. The diagnosis of infectious disease also depends on history of a patient. Among humans, the utmost type of bacterial infection is urinary tract infection (UTI). [1] UTIs are more dominant in females in comparison with males after 1 year of age. However, UTIs are common in boys under the age of 1 year; the reason is short urethra and ascending infections in females and structural abnormalities found in males. [2] As per the investigation in Aga Khan University (Karachi, Pakistan), under the age of fertility, the ratio of UTI found in male and female is 1:50. [3] Extended-spectrum beta-lactamases (ESBLs) have emerged as a challenge with higher incidence of resistance for the treatment of UTIs, more specifically in community onset. [4] The common pathogen associated with most of the acute uncomplicated UTIs is Escherichia coli, and several reports revealed accumulation of community-onset UTIs associated with ESBL-positive E. coli. [5] [6] [7] Various published reports indicated that risk factors such as elderly, female sex, history of diabetes, recurrent episodes of UTI, urological surgical intervention, and previous utilization of antibiotics such as aminopenicillins, cephalosporins, or fluoroquinolones are associated with the development of community onset of UTI associated with ESBL-positive E. coli. [6, [8] [9] [10] [11] [12] In common practice for the treatment of community-related UTIs, trimethoprim/sulphamethoxazole (SXT), ciprofloxacin (CIP), cephalosporins, semi-synthetic penicillin with or without inhibitors, nitrofurantoin, and fosfomycin (FOS) are used as antibacterial drugs. [13] Currently, uropathogens with ESBL production have increased in patients both from hospital and community settings [14, 15] and increased rate of resistance in most of E. coli-associated UTIs against oral antibiotics. [14, 16] In these situations, with limited treatment options, the task for physicians to make an empirical antibiotic choice becomes more challenging. [17] The main objective of this study was to investigate the prevalence of Gram-negative uropathogens of E. coli and Klebsiella pneumoniae in different age groups along with the identification of antimicrobial susceptibilities and multidrug resistance (MDR), to suggest an empiric treatment against these uropathogens. The study also focused on the identification of ESBL-producing uropathogens and their statistical significance with various age groups and antibacterial susceptibility profiles.
Materials and Methods

Sample collection
A total number of 247 uropathogens of E. coli and K. pneumoniae were collected over 1 year (January-December 2015) from various diagnostic centers of Karachi city (Pakistan).
Inclusion criteria
• The urine specimens of patients with suspected UTIs associated with E. coli and K. pneumoniae • Outpatients having UTIs • Patients belonged to any age group • Both male and female specimens were included.
Exclusion criteria
• The urine specimens of patients with suspected UTIs associated with pathogens other than E. coli and K. pneumoniae • Inpatients were excluded from the study.
Antimicrobial susceptibility test
Antimicrobial susceptibilities were determined for the initial identification of ESBL by double disc synergy test (DDST). Along with this, associated risk factors were also calculated. For antimicrobial susceptibility pattern, disc diffusion method was used using Mueller-Hinton agar as per the CLSI guidelines. The antibiotics included in the study were amikacin (AKN), gentamicin (GEN), tobramycin (TOB), ampicillin (AMP), amoxicillin/clavulanic acid (AMC), imipenem (IPM), tazobactam/piperacillin (PTZ), cefuroxime (CXM), cefixime (CFM), cefotaxime (CTX), ceftriaxone (CRO), Fosfomycin (FOS), ofloxacin (OFL), ciprofloxacin (CIP), enoxacin (ENX), doxycycline (DOX), and trimethoprim/ sulphamethoxazole (SXT). Resistance and susceptibilities were determined by zones of inhibition as recommended in the guidelines. [18] 
Phenotypic identification of extended-spectrum beta-lactamase
The presence of ESBL was determined by DDST using three antibiotic discs, i.e., CTX (30 μg), ceftazidime (30 μg), and AMC (20/10 μg). The disc of AMC was placed at the center and the other two were placed at distance of 30 mm from center disc and incubated for 24 h. Improvement in the inhibited zones of either cephalosporin discs to AMC indicated synergism with clavulanic acid and existence of ESBL. [19] Literature illustrates that the microorganisms that carried ESBLs were E. coli and K. pneumoniae. Therefore, K. pneumoniae 700603 was positive and E. coli 25922 used as negative controls.
Statistical analysis
Potential risk factors for ESBL-producing uropathogens were identified using univariate analysis. The Pearson's Chi-square or Fisher's exact test was used for categorizing the variables in different age groups of patients. The antimicrobial susceptibilities at the P < 0.05 were considered as statistically significant. SPSS (version 20) software was used for the analysis (SPSS Inc., Chicago, IL, USA).
Results
Uropathogens in various age groups
During 1 year, a total of 247 (male = 77; female = 177) Gram-negative uropathogens were collected for ESBL production and antimicrobial susceptibility tests. It was identified that 76% (188/247) were E. coli and 24% (59/247) were K. pneumoniae. It was estimated that 72% uropathogens were identified in females and 28% in males [ Table 1 ]. It was also found that different age groups of patients (age range, 3 days to 95 years) were affected with UTIs [ Figure 1 ].
In different age groups, frequencies of UTI were 5, 31, 52, 28, 63, 42, and 25, respectively. The results showed that K. penumoniae related UTIs were dominant in <1 year of age, whereas 90% and 78% of uropathogens were found in females related to 16-30 and 46-60 years of age groups.
Antimicrobial susceptibility and multidrug resistance
The susceptibility patterns of the antibiotics tested in uropathogens are listed in Table 2 and indicated the increase rate of resistance in all uropathogens. MDR was determined on the basis of antimicrobial susceptibility profiles under recommended guidelines [20] [ Figure 2 ].
Extended-spectrum beta-lactamase-positive uropathogens
DDST [ Figure 3 ] was used for the identification of ESBL. ESBL production was found in 29% (72/247) tested uropathogens [ Figure 2 ]. MDR was found 100%, 94%, 100%, 100%, 97%, 95%, and 100%, respectively, in <1, 
Statistics
Statistical association was found between ESBL/non-ESBL uropathogens with high prevalence of E. coli as illustrated in Table 3 (P = 0.007), while gender and MDR were found nonsignificant. A nonsignificant association was found with ESBL-producing uropathogens in all age groups [ Table 4 ]. ESBL production and antimicrobial resistance were found significant in CIP, ENX, and AMC [ Table 5 ].
Discussion
Effective management for the treatment of uropathogens is commonly based on the identification of the type of organisms that cause the disease and the selection of an appropriate antibiotic for its treatment. [21] Uropathogens are the leading healthcare concern in all over the world. [22] As well in Pakistan, various studies have been attempted for the prevalence and resistance of various ESBL-associated uropathogens. [23, 24] In the present work, a total of 247 Gram-negative uropathogens of E. coli and K. pneumonia were studied. Among them, 177 (72%) UTIs have been isolated from females while 70 (28%) were from males, illustrating an increased prevalence of UTIs among females; the reasons may be illiteracy and inappropriate hygienic practices. The outcome of present study is supported by the previously published studies that have been done in Pakistan, reported 62.5% [25] and 67% [26] of uropathogens recovered from females. The study revealed high prevalence n = 47 (90.4%) of UTIs in females belonged to the age group of 16-30 years, whereas n = 49 (78%) uropathogens related to the age group of 46-60 years, in elderly women after menopause. UTI risks have increased due to hormonally induced changes in the vaginal flora [27] [ Figure 1 ]. The same kind of data has been reported by Hooton et al. (1996) that young females with reproductive age of 18-30 years are at high risk of incidence of UTIs. [28] The study also proved that the most prevalent uropathogens were E. coli, 188 (76%) followed by K. pneumoniae, 59 (23.8%). Various data obtained from different parts of the world, such as 46.1% in Ukraine, [29] 50.1% from India, [30] and 90% from Ankara (Turkey), [10] demonstrated that E. coli is the most ubiquitous uropathogens. While the studies have been done in different cities of Pakistan, it was also verified that 84% cases of UTIs in Karachi [23] and 64% cases in Punjab [26] were associated with E. coli. In the present work, E. coli was found a very common uropathogen in each age group, as illustrated in Figure 1 .
Culture yielded a total of 188 E. coli and 59 K. pneumoniae, out of these, 63 (33.5%) growths of ESBL are positive in E. coli and 9 (15.25%) in K. pneumoniae. This finding is supported by a recent study done in Karachi which reported that 29.5% of ESBL producers were uropathogenic E. coli. [23] In alliance with several other reports from Pakistan, it revealed high incidence rate of ESBL-related E. coli infections, i.e., 40% [31] and 56.9%, [24] and more preponderance in females. The present study also found that 51 (71%) ESBL-positive uropathogens recovered from females even though female gender was not found significantly associated with ESBL-producing uropathogens [ Table 3 ]. ESBL production was statistically insignificant among age groups [Table 4 ], however, with high prevalence in [16] [17] [18] [19] [20] [21] [22] [23] [24] [25] [26] [27] [28] [29] [30] [31] [32] [33] [34] [35] [36] [37] [38] [39] [40] [41] [42] [43] [44] [45] , and 46-60 years of age groups, i.e., 34.6%, 37.5%, and 30%, respectively. Ahmed et al. reported to some extent the similar results, i.e., 28.3% in the age range of 37-54 years. [23] The antimicrobial resistance patterns in tested uropathogens of E. coli were found 6%, 6%, 4%, and 4% whereas of K. pneumonia showed 15%, 14%, 20%, and 10% resistant against IPM, PTZ, FOS, and AKN, respectively, as presented in Table 2 . The present work also defined that a much higher resistance was observed in E. coli uropathogens isolated against commonly prescribed antibiotics, i.e., fluoroquinolones, cephalosporins, AMC, SXT, and AMP. Various studies done in Pakistan have also reported the similar results with increased rate of resistance. [24, 31] In comparison to this, K. pneumoniae isolates showed less resistance against CRO and CTX, i.e., 39% and 42%, respectively [ Table 2 ]. During the last 20 years, increased resistance against fluoroquinolones has been observed in Pakistan, especially in Karachi. It was 14% in 1997 [32] and raised up to 35% in 2004. [33] In the proposed study, E. coli showed 65% resistance against CIP, OFL, and ENX, whereas K. pneumoniae showed a resistance of 47.5%, 47.5%, and 51%, respectively. This increased resistance is due to inappropriate and empiric use of antibiotics available for oral administration.
MDR is a natural phenomenon limiting the therapeutic choices because various microorganisms can survive by their ability to adapt to antimicrobial agents. In this study, an increased MDR in uropathogens was found, i.e., 96% (69/72) in ESBL-positive and 98% (172/175) in non-ESBL uropathogens [ Figure 2 ]. This result is supported by a study done in Pakistan indicating 83% of MDR in tested uropathogens. [24] Hence, a nonsignificant association (P = 0.255) of MDR with ESBL production among uropathogens was found in the present study [ Table 3 ].
The productivity of ESBL and antimicrobial resistance against three antibiotics, i.e., AMC, CIP, and ENX, were found significant [ Table 5 ]. Hence, these findings are limiting the use of fluoroquinolones and AMC recommended as the first-and second-line choice in the treatment of ESBL-positive UTIs. [34] A study in 2005 done in Turkey explained that the CIP use has increased the risk of resistance in uropathogenic E. coli. [35] The study found FOS as a good choice to treat UTIs in association with other oral antibiotics [ Table 2 ]. Previously published study suggested FOS as good choice to treat ESBL-positive UTIs with a resistance rate of 19.9% whereas 83.3% were resistant to fluoroquinolones. [17] Similarly, the present study also showed that FOS is a better choice over other oral antibiotics for the treatment of ESBL-positive UTIs with 96% of susceptibility rate.
Conclusions
The study concluded that a high rate of resistance has been developed in uropathogens with empiric antibiotic treatment, including fluoroquinolones, AMC, broad-spectrum cephalosporins, and SXT. This illustrates that the use of these antibiotics is not good as empiric treatment for community-onset UTIs. Therefore, the proper screening is needed for ESBLs detection in laboratories. ESBL-producing uropathogens are an emerging threat with few antibiotics such as FOS, IPM, PTZ, and AKN.
